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Abstract

Background: Human induced pluripotent stem (iPS) cells are currently used as powerful resources in regenerative medicine.
During very early developmental stages, DNA methylation decreases to an overall low level at the blastocyst stage, from
which embryonic stem cells are derived.Therefore, pluripotent stem cells, such as ES and iPS cells, are considered to have
hypo-methylated status compared to differentiated cells. However, epigenetic mechanisms of “stemness” remain unknown
in iPS cells derived from extra-embryonic and embryonic cells.

Methodology/Principal Findings: We examined genome-wide DNA methylation (24,949 CpG sites covering 1,3862 genes,
mostly selected from promoter regions) with six human iPS cell lines derived from human amniotic cells and fetal lung
fibroblasts as well as two human ES cell lines, and eight human differentiated cell lines using lllumina’s Infinium
HumanMethylation27. A considerable fraction (807 sites) exhibited a distinct difference in the methylation level between
the iPS/ES cells and differentiated cells, with 87.6% hyper-methylation seen in iPS/ES cells. However, a limited fraction of
CpG sites with hypo-methylation was found in promoters of genes encoding transcription factors. Thus, a group of genes
becomes active through a decrease of methylation in their promoters. Twenty-three genes including SOX15, SALL4, TDGFI1,
PPP1R16B and SOX10 as well as POU5F1 were defined as genes with hypo-methylated SS-DMR (Stem cell-Specific
Differentially Methylated Region) and highly expression in iPS/ES cells.

Conclusions/Significance: We show that DNA methylation profile of human amniotic iPS cells as well as fibroblast iPS cells,
and defined the SS-DMRs. Knowledge of epigenetic information across iPS cells derived from different cell types can be
used as a signature for “stemness” and may allow us to screen for optimum iPS/ES cells and to validate and monitor iPS/ES
cell derivatives for human therapeutic applications.
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Introduction

Human embryonic stem (ES) cells [1] and induced pluripotent
stem (iPS) cells [2,3,4,5] are currently used as powerful resources
in regenerative medicine. However, epigenetic mechanisms of
“stemness” remain unknown. DNA methylation is known to be a
key component in normal differentiation and development [6,7].
Tissue-specific genes, such as OCT-4/3 [8], Sry (sex determining
region on Y chromosome) [9] and AMyoD [10], show tissue-specific
demethylation corresponding to their expression during develop-
ment. Furthermore, DNA methylation in cells specifically varies
depending on cell lineage and tissue types [7]. Transformation to
1PS cells from differentiated cells requires a process of epigenetic
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reprogramming [11]. Understanding the epigenetic regulation in
human pluripotent stem cells, therefore, enable us to elucidate
“stemness” and to screen for optimum iPS/ES cells for human
therapeutic applications. Human extra-embryonic amnion cells
are a useful cell source for generation of iPS cells, because they can
be collected without invasion and are conventionally freeze-
storable. Recently, we generated iPS cells from human amnion
cells as well as human fetal lung fibroblast cells [12,13]. Here, we
show DNA methylation profiles of human pluripotent stem cells
including 1PS cells, which were derived from extra-embryonic
amnion cells and fetal lung fibroblast cells, and human ES cells.
We also defined another subset that may play a key practical role
in maintaining the state of “stemness”.
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Results

Analysis of genome-wide DNA methylation

Human iPS cell lines (MRC-iPS [13] and AM-iPS cell lines
[12]) independently established in our laboratory by retroviral
infection of 4 genes (0CT-3/4, SOX2, c-MYC, and KLF4), based on
the Yamanaka’s pioneer protocols [2] from 2 fully differentiated
cells (MRC-5, fetal lung fibroblast cells, and AM936EP, amnion
cells), were used as a primary source for experimentation (Table 1).
These cells clearly showed human iPS characters [12,13].

To examine DNA methylation status in six iPS, two ES [14],
and eight differentiated cell lines (Table 1), we therefore examined
genome-wide DNA methylation using Illumina’s Infinium Hu-
manMethylation27 BeadChip, on which oligonucleotides for
27,578 CpG sites covering more than 14,000 genes are mounted,
mostly selected from promoter regions. This assay system provides
advantageous quantitative measurement. DNA methylation levels
were recorded using a scoring system ranging from 07
(completely unmethylated) to “1” (fully-methylated). Using
multiple repetitions, we analyzed 24,949 out of 27,578 CpG sites
with 16 samples (see Materials and Methods), categorizing them
mto three groups; Low (score=0.3), Middle (0.3<<score=0.7), or
High (0.7<score) methylation. Overall, methylation levels in
pluripotent stem cells and differentiated cells are shown in Fig. 1A,
with the levels in each cell line presented in Table S1. While the
percentage of the High class in differentiated cells was 16.3% on
average, the percentage in iPS/ES cells was 25.3% (Fig. 1A). The
number of CpG sites categorized in the High class is significantly
greater in pluripotent stem cells compared with differentiated cells.
Hierarchical clustering analysis clearly discriminates iPS/ES cells
from the differentiated cells (Fig. 1B). Hyper-methylated sites
(shown in red) are widespread in the heat map in iPS/ES cells,
compared with the differentiated cells (Fig. 1B), suggesting that
gene promoters in iPS/ES cells are hyper-methylated, compared
with those in differentiated cells.

About two-thirds of the CpG sites were at a Low methylated
level in both 1PS/ES cell and differentiated cell groups (Fig. 1A
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and B). Another computation found 13,971 CpG sites to
consistently show a score of lower than 0.3. This suggests that a
significant fraction of the CpG sites examined may have less
involvement in methylation, although some might become
methylated under different conditions. As most CpG sites on the
chip were chosen simply based on the location in promoters, it is
possible that some CpG sites may be positioned at a distance from
the target site, even in a promoter controlled by DNA methylation.
Analysis of our and all published data indicated that a group of
CpG sites more suitable to methylation analyses could be
identified, allowing us to focus attention on specific changes in
methylation levels seen between iPS/ES and differentiated cells.
Differentially methylated site (DMS) in the promoters.
Firstly, we defined the “differentially methylated site” (DMS),
representing a CpG site whose score differed 0.3 points and more
between the two cell groups. The DMSs between MRC-iPS and
AM-iPS cells, and also between iPS and ES cells, were only 1.0%
and 2.8% of all the CpG sites, respectively (Fig. 1C), suggesting
that iPS and ES cells have similar methylation status. In contrast,
the DMSs between AM936EP and AM-iPS cells, and between
MRC-5 and MRC-iPS cells, were 11.3% and 10.6%, respectively,
suggesting that iPS cells and their parental cells have differentially
methylated status (Fig. 1C and D). It should be noted that
approximately 80% of the DMSs between the iPS cells and their
parental cells changed to a “hyper-methylated” state from a
“hypo-methylated” state in iPS cells (Fig. 1C). Comparison of
DMSs between AM- and MRC-iPS cells, and between iPS and ES
cells show slight but significant difference (Fig. 1C). In 261 DMSs
between MRC- and AM-iPS cells (MA-DMSs), 203 sites in AM-
iPS cells and 165 in MRC-iPS cells showed no difference from
their parental cells, suggesting that these sites in iPS cells are
inherited from their tissue origin (Fig. 1E). In addition, 414 out of
694 DMSs between MRC-1PS and ES cells (ME-DMSs) and 581
out of 990 DMSs between AM-iPS and ES cells (AE-DMSs) are
inherited DMSs (Fig. 1E). Interestingly, approximately 40% of
DMSs between iPS and ES cells are iPS-specific DMSs, meaning
that these sites are aberrant methylated in iPS cells (Fig. 1E). In
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Table 1. A list of human cells analyzed for a methylation state in this study.

Cell ID Description ability of differentiation
MRC5 Fetal lung fibroblast cells None
MRC-iPS-11 MRC5-derived iPS cells (P4) Pluripotent
MRC-iPS-19 MRC5-derived iPS cells (P4) Pluripotent
MRC-iPS-75 MRC5-derived iPS cells (P4) Pluripotent
AM936EP Amnion-derived cells (P6) None
AM-iPS-3 AMO936EP -derived iPS cells (P4) Pluripotent
AM-iPS-6 AMO936EP -derived iPS cells (P4) Pluripotent
AM-iPS-8 AMO936EP -derived iPS cells (P4) Pluripotent
UtE1104 Endometrium-derived cells (P7) None

H4-1 Bone marrow stroma-derived cells (P26) None
Mim1508E Auricular cartilage-derived cells (P1) Cartilage
Yub636BM Extra finger bone marrow-derived cells (P3) Bone
PAE551 Placental artery endothelial cells (P13) None
Edom22 Menstrual blood-derived cells (P1) Myoblast
HUES3 Embryonic stem cells (P29) Pluripotent
HUES8 Embryonic stem cells (P24) Pluripotent
Numbers in parenthesis with P indicate passage in culture on the cells used in the methylation analysis.
doi:10.1371/journal.pone.0013017.t001

September 2010 | Volume 5 | Issue 9 | e13017



DNA Methylation in Human iPS

A B Low Distance
0.0 HUES.3 0O 0204 06 08 1.0
Differentiated cells Meﬁzﬁnon HUES-8 0k
16.3% =0.1 AM-iPS-3 -
<02 AM-iPS-6 ®
13.0% e AM-iPS-8 i
9% =03 MRC-iPS-11 2
69.8% 04 £ MRC-iPS-19 &
2 0s MRC-iPS-75
M =05 ‘% H4-1
iPS/ES cells =06 5 MRC5 S
25.3% =07 AM936EP <
Mim1508E =
=08 Yub636BM oy
8.8% 65.9% H =09 PAES551 3
.10 UtE1104 i' &
T 10 Edom?22
High
1.0% 11.3% D MRC-iPS-11 MRC-iPS-19 MRC-iPS-75

74.0% 9.8% 9.2%

(2086) P 6% P 7% 1.7%
MRC5 vs

2(7"9?3‘ 88.6% 89.1% 89.0%

MRC-iPSCs AM-iPSCs
2.8% 10.6% AM-iPS-3 AM-iPS-6 AM-iPS-8

85.1% 8.3% 8.4% 9.5%
(2245) / 3.0% / 3.2% / 3.0%
™14.9% AM936EP vs

iPSCs MRCYPSCs  (393) 88.6% 88.4% 87.5%

[J No differences . o
B Differentially methylated sites [] No differences M Hyper-methylated in iPS

Hl Hyper-methylated in iPS [] Hypo-methylated in iPS
[0 Hypo-methylated in iPS

E F
HUESCs
414 410
694 990 580

Inherited DMSs
in MRC-iPSCs
MRC <261 —> AM- in AM-iPSCs [

iPSCs iPSCs Aberrant DMSs

58 96 in MRC-iPSCs M

in AM-iPSCs OH

203 165
[ Overlapped DMSs between [ and [

Figure 1. The ratio of hyper-methylated sites in iPS/ES cells was significantly larger than that of the differentiated cells. (A) Ratio of
Low (methylation score=0.3), Middle (0.3<score=0.7), and High (0.7<<score) methylated states in 24,949 CpG sites. (B) Clustering analysis. Heat map
showing hyper-methylation in human iPS/ES cells compared with differentiated cells. The Heat map in hierarchical clustering analysis represented
DNA methylation levels from completely methylated (red) to unmethylated (green). Epigenetic distances (Euclidean Distance) were calculated by NIA
Array. (C) Comparisons of CpG sites between two groups show high similarities between AM-iPS and MRC-iPS cells or between human ES cells
(HUESCs) and iPS cells (iPSCs). In contrast, 11.3% and 10.6% of CpG sites are differentially methylated in AM-iPS and MRC-iPS cells, respectively,
compared to their parental cells (AM936EP and MRC5). It should be noted that 74.0% and 85.1% of the differentially methylated sites (DMSs) are
hyper-methylated in AM-iPS and MRC-iPS cells, respectively, compared to their parental cells. (D) Comparison of the 24,949 CpG sites between iPS
cells and their parental cells. (E) DMSs among human ES cells, AM- and MRC-iPS cells. The relative amount of inherited/aberrant DMSs is indicated in
the pie chart. (F) Overlapped aberrant DMSs between MRC- and AM-iPS cells.

doi:10.1371/journal.pone.0013017.g001
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Figure 2. Pluripotent stem cells are significantly more hyper-methylated than differentiated cells. (A) Principal component analysis
(PCA) for DNA methylation states of 24,949 CpG sites with 16 human cell lines. The PC1 axis clearly distinguish iPS/ES cell group from differentiated
cells, while human iPS cells are very close to human ES cells. (B) Stem cell-specific differently methylated regions (SS-DMRs) were defined by PC1. In
the pluripotent stem cells, 60.5% of the SS-DMRs are located outside of CpG islands and 87.6% of the SS-DMRs are hyper-methylated. (C) DNA
methylation levels at promoter regions in 12 representative genes determined by lllumina Infinium HumanMethylation27 assay and Bio-COBRA.

@ PLoS ONE | www.plosone.org 4 September 2010 | Volume 5 | Issue 9 | 13017



DNA Methylation in Human iPS

Details of these genes are described in Table S6B. The promoter regions of these genes were defined as the SS-DMRs. The relative amount of
methylated DNA ratio is indicated as the black area in the pie chart. The same methylation patterns in 12 regions were detected both by Infinium
assay and COBRA. (D) Bisulfite sequencing analysis of the same regions that were analyzed by Infinium assay and COBRA assay in SOX15, SALL4, SP100
and GBP3. (Top) Schematic diagram of the genes. Arrows, open boxes and open circles represent transcription start site, first exon and position of
CpG sites, respectively. (Bottom) Open and closed circles indicate unmethylated and methylated states, respectively. Red and blue arrowheads
represent the position of CpG sites in Infinium assay and COBRA, respectively.

doi:10.1371/journal.pone.0013017.g002

aberrant DMSs, 155 sites overlapped between MRC- and AM-iPS
cells (Fig. 1F and data set S1, S2, S3). Overlapping aberrant DMSs
are located at promoters in genes such as gene for FZD10, MMP9
and three zinc finger proteins (ZNF551, ZNF513 and ZNF540).
These genes are hyper-methylated in iPS cells than parental cells
and ES cells. Approximately 80% of aberrant DMSs are hyper-
methylated, compared with parent cells and ES cells.

Defining stem cell specific differentially methylated
regions (SS-DMRs). Principal component analysis (PCA)
shows high similarity among human iPS and ES cells and
clearly separates the iPS/ES cells from the differentiated cells,
which is supported by hierarchical clustering analysis (Fig. 1B and
Fig. 2A). Based on principal component 1 (PC1), 807 (3.2%) out of
24,949 sites were deduced to change their methylation state along
with “stemness” (Fig. 2B). We designated a region represented by
such CpG sites as “stem cell specific differentially methylated
regions” (SS-DMRs). Of the 807 SS-DMRs, 39.5% (319 sites) are
localized on CpG islands, whereas 60.5% (488 sites) are not
(Fig. 2B), although 72.5% CpG sites on the bead-chips occur on
CpG islands. Thus, promoter regions on non-CpG islands were
more affected during reprogramming towards pluripotent stem
cells. 707 sites (87.6%) of the SS-DMRs were significantly
increased in the methylation levels in iPS/ES cells, compared
with those in the differentiated cells, and we designated these sites
as “stem cell specific hyper-differentially methylated regions (SS-
hyper-DMRs) ” (Fig. 2B and data set S4). In contrast, 100 sites
(12.4%) were decreased and designated as “‘stem cell specific hypo-
differentially methylated regions (SS-hypo-DMRs) ” (Fig. 2B and
data set S5). We also confirmed the methylation state in the
promoter regions for some of the detected genes by another
means, l.e. quantitative combined bisulfite restriction analysis
(COBRA) [15] (Fig. 2C). In addition, results of bisulfite sequencing
of the region surrounding the SS-DMRs corresponded to results of
Infinium assay and COBRA (Fig. 2D).

Gene ontology analysis with the SS-DMRs. We searched
gene ontology databases for details of the SS-DMRs. Interestingly,
SS-hypo-DMRs are abundant in genes related to nucleic acid
binding and transcription factors, which may function in iPS cells.
On the other hands, SS-hyper-DMRs are abundant in genes
related to differentiation (Table 2). We also subjected the SS-
DMRs to KEGG (Kyoto Encyclopedia of Genes and Genomes)
pathway. Cytokine receptor interaction cascade, MAPK signaling,
and Neuroactive ligand-receptor interaction are all major
keywords for SS-hyper-DMRs (Table S2).

Expression of genes with SS-DMRs in human iPS/ES
To address whether changes in DNA methylation state
are associated with expression levels, we surveyed genes showing
more than 5-fold change of expression in human iPS/ES cells,
compared with those in differentiated cells, using the GEO
database [16,17]. Twenty-three genes represented by SS-hypo-
DMRs were found in “genes significantly expressed in iPS/ES
cells” (Table 3 and Table S3A). Representative genes, including
SOX15, SALL4, TDGFI1, PPPIRI6B and SOXI0, are expressed
with hypo-methylation states in iPS/ES cells (Fig. 3A). On the
other hand, forty-three genes represented by SS-hyper-DMRs
were found in “‘genes significantly suppressed in iPS/ES cells”
(Table S3B and S4). Representative genes, SP100 and GBP3, are

cells.
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suppressed by hyper-methylation in iPS/ES cells (Fig. 3A). Among
DNA methyltransferases, DNMT3B was reported to be highly
expressed in human ES cells [18]. DNMT34, DNMT3B and
DNMT3L were indeed expressed in iPS/ES cells (Fig. 3A). The
DNMT3A promoter in iPS/ES cells became demethylated, while
DNMT3B and DNMT3L promoters remained low methylated
during reprogramming (Fig. 3A and Table S5A), leading us to
analyze chromatin in iPS/ES cells in addition to DNA
methylation.

Histone H3K4 and H3K27 modification of genes with the
SS-DMRs. Histone modification is another important
mechanism in epigenetics. Methylation of lysine 4 (K4) and 27
(K27) on histone H3 is associated with active and silent gene
expression, respectively [19], while bivalent trimethylation (me3)
of H3K4 and K27 represses their gene expression in ES cells
[20,21]. Based on the database of the UCSC Genome
Bioinformatics, the promoter of DNMT3B in human ES cells is
highly modified by 3K4me3, compared with that in human lung
fibroblasts (Table S5B). No differences in histone modification of
H3K4me3 or H3K27me3 between ES and lung fibroblasts at
promoter of DNMT3L were detected (Table S5B). We also
compared DNA methylation of the SS-DMRs with reported data
for whole-genome mapping of H3K4me3 and H3K27me3 in the
promoter regions of human ES cells [22]. In SS-hyper-DMRs,
68.8% do not have trimethylation of H3K4 and K27 (Fig. 3B). On
the other hand, 42.3%, 1.3%, and 30.8% of SS-hypo-DMRs are
marked with H3K4me3, H3K27me3, and bivalent H3K4me3 and
K27me3, respectively (Fig. 3B). Thirteen out of the 23 genes in

Table 2. A list of top 7 categories of GO Term in “SS-DMRs".
Molecular Function

PantherID: GO Term Count. Genes %
SS-hypo-DMRs

MF00042:Nucleic acid binding 30 41.10%
MF00036:Transcription factor 15 20.55%
MF00099:Small GTPase 1 15.07%
MF00137:Glycosyltransferase 8 10.96%
MF00082:Transporter 6 8.22%
MF00154:Metalloprotease 6 8.22%
MF00098:Large G-protein 6 8.22%
SS-hyper-DMRs

MF00213:Non-receptor serine/threonine 124 20.98%
protein kinase

MF00262:Non-motor actin binding protein 119 20.14%
MF00001:Receptor 80 13.54%
MF00131:Transferase 76 12.86%
MF00099:Small GTPase 66 11.17%
MF00242:RNA helicase 57 9.64%
MF00261:Actin binding cytoskeletal protein 53 8.97%
doi:10.1371/journal.pone.0013017.t002
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Table 3 have trimethylation solely on K4 (Fig. 3C). Six genes have
no histone trimethylation on K4 and K27 and the rest have
bivalent K4/K27 trimethylation (Fig. 3C).

Discussion

Our genome-wide DNA methylation analysis shows that iPS
and ES cells have similar methylation status although DNA
methylation status of AM-1PS cells was closer to that of MRC-1PS
cells than to that of ES cells in a small fraction. Doi et al. reported
71 differential methylated regions covering 64 genes between
human iPS cells and ES cells [23]. Comparison of 535 aberrant
DMS:s (overlapping, 155; MRC-iPS specific, 125; AM-iPS specific,
255) with Doi’s data, six genes that are HOXA9, A2BP1, FZD10,
SOX2, PTPRT and HYPK overlapped. The inconsistency of most
DMSs may be due to the stochastic nature of aberrant methylation
through the genome. Human iPS and ES cells have general hyper-
methylated status compared with differentiated cells. Our present
genome-wide study indicates that pluripotent stem cells are
generally hyper-methylated at promoter regions in comparison
with differentiated cells. In the SS-DMRs, the number of CpG
sites on non-CpG islands is grater than those on CpG islands,
suggesting that promoter regions on non-CpG islands were more
affected during reprogramming towards pluripotent stem cells.

@ PLoS ONE | www.plosone.org

Table 3. A list of 23 genes with SS-hypo-DMRs exhibiting ‘high’ expression in human iPS/ES cells.
Fold change of DNA methylation DNA methylation

TargetiD Gene name expression level in iPS/ES cells level in Diff. cells
cg07337598 ANXA9, annexin A9 5.53 0.294+0.023 0.712%£0.014
924183173 BCOR, BCL-6 interacting corepressor 5.06 0.014£0.005 0.784+0.051
€g21207436 C14orf115, hypothetical protein LOC55237 63.49 0.052+0.005 0.4420.036
€g22892904 CBX2, chromobox homolog 2 11.48 0.068-0.006 0.607+0.051
€g24754277 DAPK1, death-associated protein kinase 1 28.34 0.115%0.005 0.708+0.049
€g21629895 DNMT3A, DNA cytosine methyltransferase 3 alpha 12.88 0.452*0.011 0.769+0.039
902932167 ECEL1, endothelin converting enzyme-like 1 17.57 0.115+0.007 0.672+0.059
925431974 ECEL1, endothelin converting enzyme-like 1 17.57 0.125+0.013 0.674%+0.093
cg04515567 FOXH1, forkhead box H1 55.88 0.602+0.014 0.855*0.006
cg04464446 GAL, galanin preproprotein 194.63 0.241£0.022 0.735+0.056
900943909 GNAS, guanine nucleotide binding protein 47.33 0.0760.016 0.528+0.081
€g27661264 GNAS, guanine nucleotide binding protein 47.33 0.037+0.005 0.355%+0.054
918741908 GPR160, G protein-coupled receptor 160 60.48 0.068+0.006 0.466+0.038
€g20674521 KCNJ4, potassium inwardly-rectifying channel J4 6.11 0.306-0.024 0.772%+0.043
€g21129531 LRRC4, netrin-G1 ligand 7.04 0.027+0.004 0.788+0.058
cg06144905 PIPOX, L-pipecolic acid oxidase 4297 0.100+0.015 0.558+0.080
€g13083810 POUS5F1, POU domain; class 5; 559.14 0.563+0.025 0.919:0.009
€g27377213 PPP1R168B, protein phosphatase 1 regulatory 65.86 0.0970.009 0.796+0.102

inhibitor subunit 16B
€g19580810 RAB25, member RAS oncogene family 6.16 0.0620.010 0.703%+0.030
909243900 RAB25, member RAS oncogene family 6.16 0.105+0.013 0.595+0.031
cg06303238 SALL4, sal-like 4 227.35 0.013£0.005 0.736*0.075
cg06614002 SOX10, SRY-box 10 523 0.028+0.005 0.829+0.046
€g01029592 SOX15, SRY-box 15 10.19 0.174+0.011 0.6920.032
910242476 TDGF1, teratocarcinoma-derived growth factor 1 2472.59 0.146+0.013 0.387+0.052
€g20277416 TM7SF2, transmembrane 7 superfamily member 2 5.23 0.380*0.017 0.833%+0.027
905656364 VAMPS, vesicle-associated membrane protein 8 9.69 0.070+0.010 0.698+0.081
Fold change of expression: Fold change of expression of the listed gene in human iPS/ES cells against the expression level in differentiated cells.
doi:10.1371/journal.pone.0013017.t003

This result is consistent with the suggestion by Fouse et al. (2008)
[24] that DNA methylation in mouse ES cells primarily occurred
on non-CpG island regions of promoters.

Gene ontology analysis shows that signal transduction and
transmembrane are major keywords for SS-hyper-DMRs. Most
genes with SS-hyper-DMRs relate to differentiation. Recent
studies demonstrate that blocking the p53 and TGFB pathways
improves efficiency of generation of iPS cells [25,26,27,28,29,30].
Some genes related to these pathways are included in SS-hyper-
DMR. Approximately 70% of SS-hyper-DMR have no modifica-
tion of H3K4 and H3K27, suggesting that most genes with SS-
hyper-DMRs are rigorously turned off by DNA methylation. By
combining these findings with the result of DNMT34, DNMT3B
and DNMT3L induction in iPS/ES cells, we suggest that SS-hyper-
DMRs apparently include genes that play a role in differentiated
cells. Moreover, they must be silenced by DNMTs to establish
pluripotency. We then identified 43 genes with SS-hyper-DMRs
from “genes significantly suppressed in iPS/ES cells” (Table S3B
and S4). In particular, GBP3 and SPI00 could be used as
epigenetic markers for pluripotency.

In addition, we successfully determined 23 genes with SS-hypo-
DMRs from “genes significantly expressed in iPS/ES cells”
(Table 3 and Table S3A). Those genes may start to be induced by
demethylation and a significant subset of genes that act for de-
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Figure 3. Expression and histone modification of the SS-DMRs related genes. (A) Expression patterns of representative genes. RT-PCR
analysis of 7 representative genes and methyltransferase genes. Methylation levels (Me) of each promoter are shown under each panel. H=High
methylation (0.7<score); M = Middle methylation (0.3<score=0.7); L=Low methylation (score<0.3). (B) Comparable distribution of the SS-DMR and
histone trimethylation (me3) of H3K4 and H3K27. Percentage of H3K4me3, H3K27me3, bivalent H3K4me3/K27me3 or non-modification on genes in
SS-hyper-DMRs and in SS-hypo-DMRs. (C) Histone modification of 23 genes in Table 3.

doi:10.1371/journal.pone.0013017.9003

differentiation escape methylation in pluripotent stem cells during
global reprogramming. Promoters of most marker genes expressed
in human 1PS/ES cells were low methylated in all cells examined
(Table S5C). Analysis of histone modification of H3K4me3 and
K27me3 from the database suggested that expression of DNMT3B
might be regulated by methylation of H3K4 but expression of
DNMT3L might not be under control of histone modification of
H3K4me3 and K27me3. Most genes with SS-hypo-DMRs
without expression in human iPS/ES cells have modification of
H3K4me, bivalent H3K4me/K27me, or none, but do not have
H3K27me3 modification. These genes may therefore be ready to
be activated upon differentiation.

These findings are in generally consistent with the previous
reports that have compared methylation profiles in somatic cells,
iPS cells, and ES cells [23,31,32]. However, their analyses were
limited only to human fibroblasts as a source for generation of iPS
cells. In this study, we analyzed human extra-embryonic amnion
cells and 1PS cells. The DNA methylation profile at promoter sites

@ PLoS ONE | www.plosone.org

clearly distinguished human pluripotent stem cells from differen-
tiated cells. The SS-DMRs defined in this experiment can be used
as a signature for “stemness”. In addition, knowledge of the DNA
methylation profile in human ES and iPS cells derived from
different cell types is absolutely imperative and may allow us to
screen for optimum iPS/ES cells and to validate and monitor iPS/
ES cell derivatives for human therapeutic applications.

Materials and Methods

Human Cells

Human endometrium, bone marrow stroma, auricular carti-
lage, extra finger bone marrow, amnion, placental artery
endothelium and menstrual blood cells were collected by scraping
tissues from surgical specimens as a therapy, under signed
informed consent, with ethical approval of the Institutional
Review Board of the National Institute for Child Health and
Development, Japan. Signed informed consent was obtained from
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donors, and the surgical specimens were irreversibly de-identified.
All experiments handling human cells and tissues were performed
in line with Tenets of the Declaration of Helsinki. Endometrium
(UtE1104), bone marrow stroma (H4-1) [33], auricular cartilage
(Mim1508E), extra finger bone marrow (Yub636BM), amnion
(AM936EP), placental artery endothelium (PAE551) and men-
strual blood cell (Edom22) [34] cell lines were independently
established in our laboratory. H4-1, Mim1508E, Yub636BM,
AMI36EP, Edom22, and MRC-5 [35] cells were maintained in
the POWEREDBY10 medium (MED SHIROTORI CO., Ltd,
Tokyo, Japan). PAE551 were cultured in EGM-2MV BulletKit
(Lonza, Walkersville, MD, USA) containing 5% FBS. Human
induced pluripotent stem (iPS) cells were generated, via procedures
described by Yamanaka and colleagues [2] with slight modifica-
tion. Human iPS cell lines derived from MRC-5 were designated
as MRC-1PS cells [13], also iPS cell lines from AM936EP were
named as AM-1PS cells [12]. Human iPS cells were maintained in
iPSellon medium (Cardio Incorporated, Osaka, Japan) supple-
mented with 10 ng/ml recombinant human basic fibroblast
growth factor (bFGF, Wako Pure Chemical Industries, Ltd.,
Osaka, Japan). Frozen pellets of human ES cell (HUESCs) were
kindly gifted from Drs. C. Cowan and T. Tenzan (Harvard Stem
Cell Institute, Harvard University, Cambridge, MA).

lllumina Infinium HumanMethylation27 BeadChip assay

Genomic DNA was extracted from cells using the QIAamp
DNA Mini Kit (Qiagen). One microgram of genomic DNA from
each sample was bisulfite-converted using EZ DNA Methylation-
Gold kit (Zymo Research), according to the manufacturer’s
recommendations. Bisulfite-converted DNA was hybridized to
the HumanMethylation27 BeadChip (Illumina inc.). Methyla-
tion levels of each CpG site were determined with fluorescent
signals for methylated and unmethylated alleles. Methylated and
unmethylated signals were used to compute a Beta value, which
was a quantitative score of DNA methylation levels ranging from
“0”, for completely unmethylated, to “1”, for completely
methylated. On the HumanMethylation27 BeadChip, oligonu-
cleotides for 27,578 CpG sites covering more than 14,000 genes
are mounted, mostly selected from promoter regions. 26,956
(97.7%) out of the 27,578 CpG sites are set at promoters and
20,006 (72.5%) sites are set on CpG islands. CpG sites with
=0.05 “Detection p value” (computed from the background
based on negative controls) were eliminated from the data for
further analysis, leaving 24,949 valid for use with the 16 samples
tested.

Analysis of DNA methylation data

To analyze DNA methylation data, we used the following web
tools: TIGR MeV [36] (http://www.tm4.org/mev.html) for
hierarchical clustering heat map, NIA Array [37] (http://lgsun.
grc.nia.nih.gov/ANOVA/) for hierarchical clustering that classify
DNA methylation data by similarity and for principal component
analysis (PCA) that finds major component in data variability,
DAVID Bioinformatics Resources [38] (http://david.abcc.nciferf.
gov/home.jsp), PANTHER Classification System [39] (http://
www.pantherdb.org/), WebGestalt [40] (WEB-based GEne SeT
AnaLysis  Toolkit)  (http://bioinfo.vanderbilt.edu/webgestalt/)
based on based on KEGG (Kyoto Encyclopedia of Genes and
Genomes) database [41] (http://www.genome.jp/kegg/) for gene
ontology analysis, the GEO database (http://www.ncbhi.nlm.nih.
gov/geo/) for surveying gene expression in human iPS/ES cells
(accession no. GSE9832 [16] and GSE12583 [17]), and the
UCSC Genome Browser website [42] (http://genome.ucsc.edu/).
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RT-PCR

RNA was extracted from cells using the RNeasy Plus Mini kit
(Qiagen). An aliquot of total RNA was reverse transcribed using
random hexamer primers. The ¢cDNA template was amplified
using specific primers for SOX710, SOX15, PPPIRI16B, SALLA4,
TDGFI, Spl100 and GBP3. Expression of glyceraldehyde-3-
phosphate dehydrogenase (GAPDH) was used as a positive
control. Primers used in this study are summarized in Table S6A.

Quantitative combined bisulfite restriction analysis
(COBRA) and bisulfite sequencing

To confirm DNA methylation state, bisulfite PCR-mediated
restriction mapping (known as the COBRA method) was
performed. Sodium bisulfite treatment of genomic DNA was
carried out as described above. PCR amplification was performed
using IMMOLASE™ DNA polymerase (Bioline Ltd; London,
UK) and specific primers (Table S6B). After digestion with
restriction enzymes, HpyCH4IV or Taq I, quantitative-COBRA
coupled with the Shimadzu MCE®-202 MultiNA platform
(Shimadzu, Japan) known as the Bio-COBRA method was carried
out for quantitative DNA methylation level. Information of
primers and restriction enzyme is summarized in Table S6B. To
determine the methylation status of individual CpG in SOX15,
SALL4, Sp100 and GBP3, the PCR product was gel extracted and
subcloned into pGEM T Easy vector (Promega, Madison, WI),
and then sequenced. Methylation sites were visualized and quality
control was carried out by the web-based tool, “QUMA” (http://
quma.cdb.riken.jp/) [43].

Supporting Information

Table S1 Irequency of methylation states in each cell line.
Found at: doi:10.1371/journal.pone.0013017.s001 (0.04 MB
PDF)

Table 82 A list of genes with SS-hyper-DMRs and SS-hypo-
DMRs on KEGG Pathway.

Found at: doi:10.1371/journal.pone.0013017.s002 (0.05 MB
PDF)

Table 83 (A) DNA methylation states of 23 genes (26 CpG sites)
in Table 3, (B) DNA methylation states of 43 genes (50 CpG sites)
in Table S4.

Found at: doi:10.1371/journal.pone.0013017.s003 (1.61 MB
PDF)

Table S4 A list of 43 genes with SS-hyper-DMRs exhibiting
‘Tow” expression in human iPS/ES cells.

Found at: doi:10.1371/journal.pone.0013017.s004 (0.07 MB
PDF)

Table S5 (A) DNA methylation states of DNA methyltransfer-
ases, (B) Histone methylation states of DNA methyltransferases,
(C) DNA methylation states of marker genes in human iPS/ES
cells.
Found at: doi:10.1371/journal.pone.0013017.s005 (0.57 MB
PDF)

Table S6 (A) primers used for RT-PCR, and (B) primers used
for COBRA.

Found at: doi:10.1371/journal.pone.0013017.s006 (0.52 MB
PDF)

Data set S1 A list of overlapped aberrant DMSs.
Found at: doi:10.1371/journal.pone.0013017.s007 (0.16 MB
XLS)

Data set $2 A list of MRC-iPS specific aberrant DMS:s.
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Found at: doi:10.1371/journal.pone.0013017.s008 (0.13 MB
XLS)
Data set 83 A list of AM-iPS specific aberrant DMSs.
Found at: doi:10.1371/journal.pone.0013017.s009 (0.25 MB
XLS)
Data set S4 A list of SS-hyper-DMRs.
Found at: doi:10.1371/journal.pone.0013017.s010 (0.61 MB
XLS)
Data set 85 A list of SS-hypo-DMRs.
Found at: doi:10.1371/journal.pone.0013017.s011 (0.10 MB
XLS)
References

1. Thomson JA, Itskovitz-Eldor J, Shapiro SS, Waknitz MA, Swiergiel JJ, et al.

20.

21.

22.

(1998) Embryonic stem cell lines derived from human blastocysts. Science 282:
1145-1147.

. Takahashi K, Tanabe K, Ohnuki M, Narita M, Ichisaka T, et al. (2007)

Induction of pluripotent stem cells from adult human fibroblasts by defined

factors. Cell 131: 861-872.

. Huangfu D, Osafune K, Machr R, Guo W, Eijkelenboom A, et al. (2008)

Induction of pluripotent stem cells from primary human fibroblasts with only

Oct4 and Sox2. Nat Biotechnol 26: 1269-1275.

. Dimos JT, Rodolfa KT, Niakan KK, Weisenthal LM, Mitsumoto H, et al.

(2008) Induced pluripotent stem cells generated from patients with ALS can be
differentiated into motor neurons. Science 321: 1218-1221.

. Wolgen K, Michael IP, Mohseni P, Desai R, Mileikovsky M, et al. (2009)

piggyBac transposition reprograms fibroblasts to induced pluripotent stem cells.

Nature 458: 766-770.

. Li E (2002) Chromatin modification and epigenetic reprogramming in

mammalian development. Nat Rev Genet 3: 662-673.

. Reik W (2007) Stability and flexibility of epigenetic gene regulation in

mammalian development. Nature 447: 425-432.

. Hattori N, Nishino K, Ko YG, Ohgane J, Tanaka S, et al. (2004) Epigenetic

control of mouse Oct-4 gene expression in embryonic stem cells and trophoblast
stem cells. J Biol Chem 279: 17063-17069.

. Nishino K, Hattori N, Tanaka S, Shiota K (2004) DNA methylation-mediated

control of Sry gene expression in mouse gonadal development. J Biol Chem 279:

22306-22313.

. Zingg JM, Pedraza-Alva G, Jost JP (1994) MyoD1 promoter autoregulation is

mediated by two proximal E-boxes. Nucleic Acids Res 22: 2234-2241.

. Tada M, Takahama Y, Abe K, Nakatsuji N, Tada T (2001) Nuclear

reprogramming of somatic cells by in vitro hybridization with ES cells. Curr
Biol 11: 1553-1558.

. Nagata S, Toyoda M, Yamaguchi S, Hirano K, Makino H, et al. (2009) Efficient

reprogramming of human and mouse primary extra-embryonic cells to
pluripotent stem cells. Genes Cells 14: 1395-1404.

. Makino H, Toyoda M, Matsumoto K, Saito H, Nishino K, et al. (2009)

Mesenchymal to embryonic incomplete transition of human cells by chimeric
OCT4/3 (POU5SF1) with physiological co-activator EWS. Exp Cell Res 315:
2727-2740.

. Cowan CA, Klimanskaya I, McMahon J, Atienza J, Witmyer ], et al. (2004)

Derivation of embryonic stem-cell lines from human blastocysts. N Engl J] Med
350: 1353-1356.

. Brena RM, Auer H, Kornacker K, Plass C (2006) Quantification of DNA

methylation in electrofluidics chips (Bio-COBRA). Nat Protoc 1: 52-58.

. Park IH, Zhao R, West JA, Yabuuchi A, Huo H, et al. (2008) Reprogramming

of human somatic cells to pluripotency with defined factors. Nature 451:
141-146.

. Aasen T, Raya A, Barrero MJ, Garreta E, Consiglio A, et al. (2008) Efficient and

rapid generation of induced pluripotent stem cells from human keratinocytes.
Nat Biotechnol 26: 1276-1284.

Sperger JM, Chen X, Draper JS, Antosiewicz JE, Chon CH, et al. (2003) Gene
expression patterns in human embryonic stem cells and human pluripotent germ

cell tumors. Proc Natl Acad Sci U S A 100: 13350-13355.

. Barski A, Cuddapah S, Cui K, Roh TY, Schones DE, et al. (2007) High-

resolution profiling of histone methylations in the human genome. Cell 129:
823-837.

Mikkelsen TS, Ku M, Jaffe DB, Issac B, Lieberman E, et al. (2007) Genome-
wide maps of chromatin state in pluripotent and lineage-committed cells. Nature
448: 553-560.

Bibikova M, Laurent LC, Ren B, Loring JF, Fan JB (2008) Unraveling
epigenetic regulation in embryonic stem cells. Cell Stem Cell 2: 123-134.
Zhao XD, Han X, Chew JL, Liu J, Chiu KP, et al. (2007) Whole-genome
mapping of histone H3 Lys4 and 27 trimethylations reveals distinct genomic
compartments in human embryonic stem cells. Cell Stem Cell 1: 286-298.

@ PLoS ONE | www.plosone.org

DNA Methylation in Human iPS

Acknowledgments

We would like to express our sincere thanks to Drs. M. Yamada and K
Miyado for discussion and critical reading of the manuscript, to Drs. C.
Cowan and T. Tenzan for HUES cell lines, to Dr. D. Kami for establishing
the PAE551 cell line, to K. Miyamoto for bisulfite sequencing, to Drs. K.
Hata and K. Nakabayashi for COBRA.

Author Contributions

Conceived and designed the experiments: KN AU. Performed the
experiments: KN MT MYI. Analyzed the data: KN YT. Contributed
reagents/materials/analysis tools: KN MT MYI HM YF EC YM HO NK
HA. Wrote the paper: KN AU.

23.

24.

26.

28.

29.

30.

31.

32.

34.

36.

37.

38.

39.

40.

41.

42.

43.

Doi A, Park IH, Wen B, Murakami P, Aryee M]J, et al. (2009) Differential
methylation of tissue- and cancer-specific CpG island shores distinguishes
human induced pluripotent stem cells, embryonic stem cells and fibroblasts. Nat
Genet 41: 1350-1353.

Fouse SD, Shen Y, Pellegrini M, Cole S, Meissner A, et al. (2008) Promoter
CpG methylation contributes to ES cell gene regulation in parallel with Oct4/
Nanog, PcG complex, and histone H3 K4/K27 trimethylation. Cell Stem Cell
2: 160-169.

. Hong H, Takahashi K, Ichisaka T, Aoi T, Kanagawa O, et al. (2009)

Suppression of induced pluripotent stem cell generation by the p53-p21
pathway. Nature 460: 1132-1135.

Kawamura T, Suzuki J, Wang YV, Menendez S, Morera LB, et al. (2009)
Linking the p53 tumour suppressor pathway to somatic cell reprogramming.
Nature 460: 1140-1144.

. Utikal J, Polo JM, Stadtfeld M, Maherali N, Kulalert W, et al. (2009)

Immortalization eliminates a roadblock during cellular reprogramming into iPS
cells. Nature 460: 1145-1148.

Marion RM, Strati K, Li H, Murga M, Blanco R, et al. (2009) A p53-mediated
DNA damage response limits reprogramming to ensure iPS cell genomic
integrity. Nature 460: 1149-1153.

Li H, Collado M, Villasante A, Strati K, Ortega S, et al. (2009) The Ink4/Arf
locus is a barrier for iPS cell reprogramming. Nature 460: 1136-1139.
Maherali N, Hochedlinger K (2009) Tgfbeta Signal Inhibition Cooperates in the
Induction of iPSCs and Replaces Sox2 and cMyc. Curr Biol 18: 1718-1723.
Bibikova M, Chudin E, Wu B, Zhou L, Garcia EW, et al. (2006) Human
embryonic stem cells have a unique epigenetic signature. Genome Res 16:
1075-1083.

Deng J, Shoemaker R, Xie B, Gore A, LeProust EM, et al. (2009) Targeted
bisulfite sequencing reveals changes in DNA methylation associated with nuclear
reprogramming. Nat Biotechnol 27: 353-360.

. Mori T, Kiyono T, Imabayashi H, Takeda Y, Tsuchiya K, et al. (2005)

Combination of hTERT and bmi-1, E6, or E7 induces prolongation of the life
span of bone marrow stromal cells from an elderly donor without affecting their
neurogenic potential. Mol Cell Biol 25: 5183-5195.

Cui CH, Uyama T, Miyado K, Terai M, Kyo S, et al. (2007) Menstrual blood-
derived cells confer human dystrophin expression in the murine model of
Duchenne muscular dystrophy via cell fusion and myogenic transdifferentiation.

Mol Biol Cell 18: 1586-1594.

. Jacobs JP, Jones CM, Baille JP (1970) Characteristics of a human diploid cell

designated MRC-5. Nature 227: 168-170.

Saced Al, Sharov V, White J, Li J, Liang W, et al. (2003) TM4: a free, open-
source system for microarray data management and analysis. Biotechniques 34:
374-378.

Sharov  AA, Dudekula DB, Ko MS (2005) A web-based tool for principal
component and significance analysis of microarray data. Bioinformatics 21:
2548-2549.

Huang da W, Sherman BT, Lempicki RA (2009) Systematic and integrative
analysis of large gene lists using DAVID bioinformatics resources. Nat Protoc 4:
44-57.

Mi H, Lazareva-Ulitsky B, Loo R, Kejariwal A, Vandergriff J, et al. (2005) The
PANTHER database of protein families, subfamilies, functions and pathways.
Nucleic Acids Res 33: D284-288.

Zhang B, Kirov S, Snoddy J (2005) WebGestalt: an integrated system for
exploring gene sets in various biological contexts. Nucleic Acids Res 33:
W741-748.

Kanehisa M, Araki M, Goto S, Hattori M, Hirakawa M, et al. (2008) KEGG for
linking genomes to life and the environment. Nucleic Acids Res 36: D480-484.
Kent WJ, Sugnet CW, Furey TS, Roskin KM, Pringle TH, et al. (2002) The
human genome browser at UCSC. Genome Res 12: 996-1006.

Kumaki Y, Oda M, Okano M (2008) QUMA: quantification tool for
methylation analysis. Nucleic Acids Res 36: W170-175.

September 2010 | Volume 5 | Issue 9 | e13017




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


